. Schematic of DNA FISH probes used on murine chromosome 6 and supplemental data for wildtype thymocytes, related to Figure 1 Parts A to C describe details of our methodology to guide the reader through Figure 1 . Part A details all probes used in the experiments and chromosomal distances between them. Part B describes the developmental stages of thymocyte differentiation and part C details our sorting protocol of these stages. Part D shows the pericentromeric recruitment of Cd4 and Cd8 in WT cells to accompany the Cd4-Cd8 association in Figure 1 , as described in the text and as referred to later in the manuscript when genetic manipulations are used.
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Figure S2. Scheme of the Cd8 locus with enhancers detailed and sorting strategy for E8 I deficient or E8 I E8 II double mutant thymocytes, related to Figure 2
Part A shows the position of enhancers that were deleted in the cells used in Figure 2 . Parts B and C detail the sorting strategy for these cells in Figure 2 , as even though CD4 and CD8 change on the cell surface in many of the genetic manipulations used in the manuscript, these populations can still be accurately sorted using other markers. Supplementary Tables give full experimental data of recruitment to pericentromeric heterochromatin, for one representative experiment of each genotype used. Figure S1 . Schematic of DNA FISH probes used on murine chromosome 6 and supplemental data for wildtype thymocytes, related to Figure 1 (A) Location of the Cd4 and Cd8 loci on chromosome 6 and the BAC probes used for 3-D DNA FISH on ex vivo sorted cells (RP23-121J20 and RP23-139M18 for Cd4 and Cd8, respectively). Also shown is the location and separation of Tcrb -Lrig1 and the BAC probes used to detect these loci (RP24-365F23 and RP23-148M10, respectively Cd4 PE ∆/∆
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